hMyo3A 1 -----------------------------MFPLI GKTI I FDNFPDPSDTW EI
1 Consensus sequence is shown at the bottom. Amino acid number of hMyo3A is shown at the top. STLK3, STE20/SPS1-related proline-alanine-rich protein kinase; OS R1 , Serine/threonine-protein kinase OSR1; STLK6, STE20-related kinase adapter protein beta; STLK5, STE20-related kinase adapter protein alpha; PAK, p21-activated kinase PAK; MST1, Serine/threonine-protein kinase 4; MST2, Serine/threonine-protein kinase 3; MST3, Serine/threonineprotein kinase 24; MST4, Serine/threonine-protein kinase MST4; YSK1/SOK1, Serine/threonine-protein kinase 25, TAO2/PSK, Serine/threonine-protein kinase TAO2; TAO1, Serine/threonine-protein kinase TAO1; TAO3, Serine/threonine-protein kinase TAO3; KHS, Mitogen-activated protein kinase kinase kinase kinase 5; KHS2, Mitogen-activated protein kinase kinase kinase kinase 3; GCK, Mitogen-activated protein kinase kinase kinase kinase 2; HPK1, Mitogen-activated protein kinase kinase kinase kinase 1; LOK, Serine/threonine-protein kinase 10; SLK, STE20-like serine/threonine-protein kinase; MEKK3, Mitogen-activated protein kinase kinase kinase 3; MEKK2, Mitogen-activated protein kinase kinase kinase 2; MAP3K8, Mitogen-activated protein kinase kinase kinase 19; MEKK1, Mitogen-activated protein kinase kinase kinase 1; MAP3K4, Mitogen-activated protein kinase kinase kinase 4; TAK1, Mitogen-activated protein kinase kinase kinase 7; ASK1, Mitogen-activated protein kinase kinase kinase 5; MEK, ERK activator kinase; MKK; MAP kinase kinase,; COT, Mitogen-activated protein kinase kinase kinase 8; NIK, Mitogen-activated protein kinase kinase kinase 14. Figure S3 . Effect of autophosphorylation of hMyo3A-KD on its protein kinase activity. hMyo3A-KD (10 µg/ml) was preincubated with or without 0.1 mM cold ATP for 90 min at 25 o C, then 0.5 mM [γ- 32 P]-ATP and 0.1 mg/ml MBP were added to the reaction mixture to start the reaction. After indicated times, the reaction was stopped by boiling with 5xSDS sample buffer, and subjected to SDS-PAGE. Left; Coomassie Brilliant Blue stating, right; autoradiography of the left. Note that migration of prephosphorylated hMyo3A-KD was a little slower than the non-phosphorylated one. No radioactive 32 P incorporation was observed for prephosphorylated hMyo3A-KD due to saturation of the phosphorylation sites with non-radioactive phosphate. 
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